. Variability in dynamin2 recruitment during CME. (a) Variability in DNM2-GFP recruitment relative to CLTA-RFP dynamics. In the first group, which represents 20 of 22 events, we observed that the stable recruitment of dynamin2 happens once clathrin intensity plateaued. We consider this as late recruitment. In the second group, which represents only 2 of 22 events, dynamin2 is recruited during the recruitment phase for clathrin. We refer to these events as early dynamin2 recruitment. Despite this variability, common features can be observed. First, initial dynamin2 recruitment occurs subsequent to genesis of clathrin-coated structures. Second, maximum dynamin2 recruitment is not temporally coupled to maximum clathrin assembly. Third, final dynamin2 departure precedes clathrin departure. Blue line denotes time of maximum DNM2-GFP fluorescence. Dashed lines mark interval defined by initial stable dynamin2 recruitment and DNM2-GFP final departure. Increasing amounts of SK-MEL-2 cell lysate, purified eGFP, and purified dynamin1 proteins were run on SDS-PAGE and immunoblotted first with anti-dynamin1 (goat, C-16; Santa Cruz Biotechnology, Inc.) and then with anti-GFP (mouse, 11814460001; Roche). Dynamin1 could only be detected in lysate from 5 × 10 4 cells. We determined that dynamin2 is expressed at levels at least 70 higher than dynamin1 levels. To avoid protein removal between antibody incubations, the membrane was not stripped and residual, previously revealed dynamin1 could be detected in purified dynamin1 lanes upon anti-GFP blotting. 
